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(8) Agilent 1100 Series HPLC system (Agilent Technologies, Palo Alto, CA, US) equipped 
with a quaternary pump (G1211A), an online vacuum degasser (G1379A), a 
thermostatted autosampler (G1329A, G1330B), a thermostatted column compartment 






Visualization of NO-related nitrosation of DAF-FM within RBCs by laser-










































































Analysis of DAF-FM and DAF-FM-T standards by reversed-phase high 
performance liquid chromatography (HPLC) and liquid chromatography 










































































HPLC and LC-MS/MS analysis of the nitrosation products of DAF-FM in 





































































cellsuspension).Althoughwe found some co-localization of the green (DAF-dependent 
fluorescence) and the deep red (DiD) fluorescence, probediffusionappearstolimittheabilityof
localizationofNO/NOxsource(s)usingthismethod.Thismaybeoflesserconcernifcelltypesother
thanRBCsarestudied.However,bothdye loading efficiency and probe distribution across 
cellular compartments, as well as ROS-dependent probe activation (which may differ 
between different cell compartments) may be important confounding issues [23]. It is 


























































































confirmedusingNOscavengers.A typical NO scavenger used in the literature is the 
nitronyl-nitroxide, CPTIO (2-(4-Carboxyphenyl)-4,4,5,5-tetramethylimidazoline-1-oxyl-3-
oxide), which produces NO2 following reaction with NO and can lead to enhanced 
19
nitrosation[39]. This may also occur with DAFs, leading to false-negative results by 
enhancing rather than quenching fluorescence. In our hands Fe(DETC)2 – which is 
normally used as a spin trap in ESR experiments [40] - works reasonably well as NO 
scavenger as it the latter is incorporated into an adduct rather than released as reactive, 






































































































































































































































































Highlights (max 85 characters per point; max 5 points) 

 DAF-FM is a fluorescent probe for detection of intracellular NO formation. 
 Use, virtues and pitfalls associated with NO detection by DAF-FM are examined. 
 Reaction products have been characterized by HPLC, NMR and mass spectrometry.  
 Robust, step-by-step protocols are provided for quantification of DAF-FM-T. 



















































































500 µl 500 µl 500 µl 
Unloaded RBC RBC + DAF-FM RBC + DAF-FM 
Unloaded RBC RBC + DAF-FM 
+ SNOC 
aliquots 
Centrifugation 300xg 10 min 
Resuspension in DMSO 
Incubation 30 min RT in the 
dark 
RBC + DAF-FM 
Incubation 15 min RT in the dark 
MEASUREMENT OF DAF-FM-T 
 MEASUREMENT OF 
FLUORESCENCE ACTIVITY 
(A) (B) 
Incubation 30 min RT in the dark 
Centrifugation 300xg 10 min 
Resuspension in PBS 
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